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AFELAEREF B1 (DNA HbE R EIFHRIA
WET L # F F HEL FEXK

(BEXRETREREAERE EH  200433)

X8 TGF-pl,pRSET-B, FH#ik
ST Q78 XWEFEIRE A XHEES 1000-3061(1999)01-0113-15

Felb A KAF BUTGF-BORFEWF M) B M TGF-3 @R EA — A 8l R, X 41 4 14 B 5
. RERE AHENE BRLESEE BSRAENRASERS AR EBERA S, KK L,
TGF-fl THT ARG UAKBNFASRGNESR, HFHRS TCGF-B MKW H, AmEH 084
RIntR & EHER, X T EAET RN,

RIRE) TGF-p1 BEAAFER RS, RS ERBH AP RBETELNERIES Y. R
MREE M A TGF-pt BEMF, Wit T X319, FIABE L TR, % A DNA MFIEE R, XA
TEMKBFERERE R o RRERE, REBIBEREMNEE TREK,

1 #HE5F%

1.1 #§8

B # ;. DHSa, supE44AlacU169 (80lacZM15) hsdR17 rec Algyr A96 thi- 1relAl; JM109, supEAd thi
recAl end Al hsdR17 gyrA96 rel Al(lac-proAB)F’ [ traD36 proAB + laclqlacZM15];

DE3, endAl recAl gyrA96 thi hsdR17 (tk™, mk"* ) relAl supFA4 (lac-proAB) F' [ traD36
proABlaclqZAM15](DE3).

H ik pUCL19, pRSET-B, pET22b, pJLASO3; ¥ H A TR EMHF. R A TRl ERRHAAYMT
Santa Biotechnology Inc, BEAF#¥H & IeG(HRPYE FHEENF],
1.2 Hi&
1.2.1 A TGF-pI<DNA FBR TR . BIEAN TGF-pL EEF, #it PCR 314, 5314.GGA AGC
TTA GCA TAT GGC CCT GGA CAC CAA CTA CTG CTT CA, 3’34 :GCA AAG CTT TCA GCT GCA
TTT GCA GGA GCG CA. M A cDNA L EEd (Clonetech Co. ] PCR #3179 1. PCR W &+
H:93C WA 180s,92TC 30s, 56T 455, 72T 45s N — 9835, BE1T 30 MR 4 PCR {1 B )5 72C
180s EEZ ¥, KU 2% ERE ek S . Mgl PCR =4, TIDNA SRR T X
W, ERE pUC11Y kD, & £ X pUF10.
1.2.2 DUENMFF. XEhE pUFL0 BE, MF, ik USB Kit I AR E, A dGTP RIEMFS
FANEHwYE. MF MR,
1.2.3 FSRE: RARABE pRSET B, WEHTHHEMA T, DRSS EREERHER, £
pRSETB-TGF(Hind [ A )EA T @K % pTGF6, H SME —BREARS TR, NI EiESE
EET, BEGRSERAMT . BRHHFHE% T 2 mL Super LB(200pg/mL Amp) 1, 37C I # E ODgg0
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114 5 B I B % # 15 %

=0.3, 5%EFF 2 mL Super LB P, IRFIFHE ODgy =0.5, &k MOI =10 in
A MI3/T7 5% 5~6 h,

1.2.4 Western blotting S B8 & H B 5317 . R B~ B & 8 SDS-PAGE & K 4
B HEREWRAEME TR . BFE R R (8] 4.

2 % R

2.1 PCR ¥ 4 TGF-f1 ERERSEMBE X FHIRTE

BESIDHETRARTNL TmE. BT 27 EHEFHEELR, X
BhE BB, B A 1% DMSO R ENIFFE, ATT#E T RER
W&, B 1R PCRYHMEERME BN 363bp. DNA FFIAHERESER
HAEE P —B.

Epl.mfs:jfa 2.2 RAFHEBRFEF I SDSPACE H4F
L 4T R, OX174/ H40F pRSETB-TGF-B1 (1 & B = SDS-PAGE ¥, LA M BB RN
tor T DNA ENSRERRAR, AE2 TUEE, AT EHSWES TR 174D &4
»TGEg1 K B — @R, SDSPAGE REMEABMEN HHARL RS AR LT

BH10.6%.
1 2 3 4 5 6

—
M3 HE#HTF pTGF6 ZEE=
B2 FikP4 SDS-PAGE(15% BB ) ik ¥ Western blot 4+#7
1.2,3,4 %% pTGF6 fi 1 mmol/L IPTG %% 4,6,8,12 h 1. ¥& 2. EEES TEIFS

EEEER, 55 pRSET-B A 1 mmol/L IPTG HF R B EK
ZR, 6 ERSTRHFD

2.3 Western blot ¥ 2 EE =

L&t A TGF-81 54—, ﬁﬁﬂikﬁﬁiﬁ&ﬂiﬁﬁafy:ﬁﬂtﬁ Western blot 247, Z 17 kD
Lbm] I B R, A 3,
3 31 #

R PCRY WHSE TGFRl BB K DNA KB, EARETHTCHARB THRERERT
TGF-l M FABMABI B SR, S BHELTRIEXINEESA TGF-pL MBEHARKN L. B
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1 44 WEFTE. AMLERETF Bt DNAKKERERERE 115

i BB TGF-pl R EHFRE—HHIF. A EREFYARTHEEEHERATEWREFO 4
BMEBER, MEE—THYERYAR., FARBIMMEHEAHTEEER IR R R, b, TR
TET AR RERE,

(DERFLREFCHN KR, MMCERR, KBARES. HZARAEFRPIRFFEIE.

(2)pET22b B — 7 WK, £ R RN SH — B priB FSKF 5. A pET22b kRS
BAEINBEEHRERFSWTIEFEZR, @A RTEAXRHATERHEERE L. ANRFEFHRE
BB HE.

(3)B A3 pRSETB #AWE TRA T FRARMEAT, BMR AT 5K TGF-f1 mRNA 5'% 0}
BESIAMARTRAMAE. BXIHEREILNY, mRNA 58RI T RESH2E B BORK @ T 38 %, AT
FEEMBEYE, AERANBSRERAT, MRAINBENRE. I TREEHERIWER
FA MG R, RITRAT M3/ T7 X —RBHF. £FRRENA IPTG /53] A TTRNA Poly-
merase, \T0# & T H IS EREE, BRRENER.

# % X M
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Cloning of hTGF-B1 ¢DNA and Studying on Its Expression in Escherichia coli

Xie Changping Ma Biac Li Ping Zhao Shouyuan Li Changben
( State Key Lab of Genetics Engineering, Fudan University, Shanghai 200433)

Abstract A pair of primers was designed according to the sequence of human TGF-fil gene and a
¢DNA fregment encoding the mature TGF-31 was abtained from a human ¢DNA library by PCR am-
plification. After identified by DNA sequencing, the cDNA fregment was subcloned into a prokaryotic
expression vector pRSET-B and then transformed into the host cells E . coli JM109. The transfor-
mants steadily produce the hTGF-fl1 after induced by immol/L IPTG in the M13/T7 system. The
immunogenicity of the engineered products was verified as same as the natural human TGF-Bl by
Western blot analysis. In present work, the result of several expression systems were compared and
one of the protocols was demonstrated to be effective for the expression of TGF-$1 which may be
harmful to the host cells. We inferred that this protocol might be helpful to steadily express the for-
eign gene, the product of which was toxic to the host cell.
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